We assessed ampicillin (ABPC) concentrations of liver, kidney and skin at a 2-day withdrawal period in ten male and ten female White Leghorn chickens fed the diet containing ABPC (ABPC medicated feed 40 mg/kg body weight/day) for a week. The ABPC residues were measured with liquid chromatography-tandem mass spectrometry and the mean recoveries and quantitation limits ranged from 93.0% to 102.7% and from 0.1 to 1.4 ng/g, respectively. The residual ABPC concentrations were ≤7.82 ng/g for the skin and ≤0.64 ng/g for the kidney, suggesting below the Japanese provisional maximum residue limits. These results revealed that the analytical method is developed for residue ABPC and that the withdrawal period is appropriate.
with the Guidelines for Regulation of Animal Experimentation issued by the National veterinary Assay Laboratory (2005) .
Chemicals, reagents, instruments and chromatographic conditions in ABPC residue analysis are used according to previous LC-MS/MS method of ABPC in swine tissues [5] .
Kidney and skin removed fat as hard as possible (5 g) were added to 0.1 ml of the working IS (25 µg/ml of the deuteriumlabeled ABPC (ABPC-d5, molecular weight: 354.4) in water) solution and 5 ml of water and homogenized for 1 min with a homogenizer (Physcotron, Microtec Co., Ltd., Chiba, Japan). In the case of a skin sample, the sample solution was kept cool in ice-water bath during sample homogenization to prevent temperature increase. After centrifugation of the homogenized samples at 2,073 ×g (3,000 rpm) for 15 min at 5°C, the supernatant of skin sample was re-centrifuged at 14,475 ×g (14,000 rpm) for 20 min at 5°C. For the kidney samples, the supernatant fluid was re-centrifuged at 14,475 ×g for 40 min at 5°C. Approximately 400 µl of the supernatant fluid of each sample was transferred to the filter units (Ultracel YM-10, Nihon Millipore Co., Ltd., Tokyo, Japan), which had been prewashed by adding 200 µl each of 1.0% Tween 20 and water and centrifuged again at 14,475×g (14,000 rpm) for 30 min at 5°C. Each filtrated fluid was filtrated by a 0.45 µm membrane filter (Ekicrodisc 13, Nippon Genetics Co., Ltd., Tokyo, Japan).
Liver (5 g) was added to the IS working solution and McIlvaine buffer (pH 7.0, 5 ml). The mixture was homogenized for 1 min using the homogenizer and centrifuged at 2,073 ×g (3,000 rpm) for 15 min at 5°C. The supernatant (ca. 3-4 ml) was separated and centrifuged again at 14,000 rpm for 20 min at 5°C and filtrated by 0.45 µm filter (φ25 mm, Millex-HPF HV, Millipore, Temecula, MA, U.S.A.). The filtrate (2 ml) was loaded onto a solid-phase extraction (SPE) cartridge (Bond elute C18, 500 mg/6 ml, Agilent Technologies Inc., Santa Clara, CA, U.S.A.), which was prewashed with acetonitrile (6 ml) and water (10 ml). After sample loading, the SPE cartridge was washed with water (3 ml), and the analytes were eluted with an 85% acetonitrile solution in water (6 ml). The first 13 drops of the eluent from the cartridge were discarded in order to concentrate the sample solution sufficiently in next evaporation step, following which the eluent was collected. The cartridge eluent was evaporated at 30°C until its volume reached 0.7 ml, diluted with water (1 ml) and filtered using the 0.45 µm membrane filter. All samples (50 µl) were injected onto an LC-MS/MS system.
The LC-MS/MS system consisted of a HPLC Nanospace series (Shiseido Co., Ltd., Tokyo, Japan) and a TSQ Quantum Discovery Max apparatus (Thermo Fisher Scientific Inc., Waltham, MA, U.S.A.). Samples were maintained at 4°C in the autosampler and injected onto a Hypurity C18 column (particle size: 3 µm, 2.1 mm ×50 mm, Thermo Fisher Scientific) with a Sumipax filter PG-ODS pre-column (SCAS, Osaka, Japan), which was maintained at 40°C. LC-MS/MS mobile phases consisted of 0.05% formic acid in water (solvent A, v/v) and 0.05% formic acid in methanol (solvent B, v/v) for gradient elution and flowed 0.2 ml/min. The gradient program was set as: time (min)/% mobile phase A: 0.5/100, 6.5/0, 2/100 and 6/100. The MS/MS condition was set as: ESI (negative mode), splay voltage 3 kV, capillary temperature 300°C, sheath gas 50 a.u., auxiliary gas 20 a.u., precursor >product ion m/z 348.1>207.0 (ABPC) and m/z 353.1>212.0 (IS), collision energy (CE) 16 eV and collision gas (argon) 1.2 mTorr.
Typical chromatograms of ABPC and IS in blank chicken skin spiked with ABPC (7 ng/g) and blank chicken skin are shown in Fig. 1 . Provisional MRLs of ABPC in chicken have been established in Japan in 2006; therefore, the provisional MRL will be revised in the future. In this study, the concentration of matrix spiked sample (7 ng/g) was selected as a medium level between the lowest ABPC MRL in Europe (0.004 ppm) [2] and the ABPC tolerance in U.S.A. (0.01 ppm) [3] . No interaction peak was observed in the blank tissues under the present assay conditions. The ABPC standard (858 µg (potency)/mg) for the Japanese official assay methods applied to veterinary medicine ABPC products was obtained from the National Veterinary Assay Laboratory (Tokyo, Japan). Linearity of the standard calibration curves (r) for kidney and skin was >0.999 for ABPC levels of 0.1 (excluding the calibration curve for kidney), 0.5, 2.5, 5, 10, 25 and 50 ng/ml in water. It suggests a matrix effect in liver samples that peak areas of ABPC and IS in the liver samples were less than half of them (33-38%) in the calibration standards; therefore, matrix-matched calibration standards were used for the determination of ABPC in chicken liver. Linearity of the standard curves (r) for liver was >0.999 for ABPC levels of 2.5, 5, 10, 25 and 50 ng/ml with chicken liver matrixes. It is a first report of highly sensitive analytical methods for ABPC in chicken skin, kidney and liver using LC-MS/MS. Especially, chicken liver contains a lot of fat; therefore, residual concentration in chicken liver was measured simple and high sensitive by extracting with the McIlvaine buffer instead of water.
In our LC-MS/MS method for determining ABPC, extraction recoveries, LODs (signal to noise ratio (S/N)=3), limits of quantitation (LOQs, S/N=10), intraday and interday precisions at 7 ng/g in the three tissues are shown in Table 1 . LODs (0.01-0.06 ng/g) and LOQs (0.1-0.2 ng/g) of ABPC in kidney and skin in our method were better than other method for chicken muscle tissue (LOD=0.6 ng/g and LOQ=1.5 ng/g) [8] . These recoveries and precisions fulfilled Guideline 49 of the International Cooperation on Harmonization of Technical Requirements for Registration of Veterinary Products (VICH GL49) [6] .
ABPC levels after the withdrawal period following the last administration were determined to be 0.64 ng/g in one kidney and 6.30 ± 1.5 ng/g in six skins; however, ABPC residues were not detected in two kidneys and in 3 livers (Table 2) . ABPC was detected in one kidney sample, whereas it was not detected in other kidney samples. We cannot discuss any factor for the individual differences of ABPC residue concentration within kidneys, because of a limited number of samples (n=3).
In this study, skin samples were determined highest residue concentration among three kinds of chicken tissue samples. In rat, it has been reported that ABPC concentrations in skin samples (0.39 ± 0.19 µg/g) are about 10 times higher than those in plasma samples (0.04 ± 0.02 µg/g) at 8 hr following intravenous administration of an ABPC injection [10] . The beta half-life of ABPC following intravenous administration to chicken has been reported 1.96 hr [7] . It indicates that the elimination of ABPC from a central compartment in chicken is fast. As for differences among tissue distributions, it is known that biological factors affecting drug distribution are blood flow to tissue and capillary porosity [4, [11] [12] 14] . Drugs enter rapidly high perfused tissues with discontinuous capillaries (e.g. liver), while drug distribution into the tissues with low perfusion rates and with continuous capillaries (e.g. skin) is slow. Higher ABPC concentrations in skin samples than those in liver and kidney samples at the withdrawal period in the present study seem to be caused by slow drug transfer between skin and plasma depending on the low blood perfusion in skin. Alhendi et al. have reported that the mean of the ABPC residue concentrations in the kidney of broiler chicken after 2 days following oral administration of two dose levels of 1 and 2 mg/kg body weight/day for 40 days was 250 ± 30 and 310 ± 40 ng/g, respectively [1] . These higher residue concentrations in their study than our results are presumed to result from their long administration period (about 6 times longer than our study) and the difference of analytical method (Alhendi et al.'s analytical method: bioassay, LOD=50 ng/g).
In conclusion, the analytical method for residual ABPC in chicken liver, kidney and skin is developed in this study. Our results determined by the analytical method prove that the 2-day withdrawal period in chicken administered in medicated feed at the maximum dose and administration period of ABPC (40 mg/kg/day within 1 week) is appropriate to ensure that ABPC concentrations are below the MRLs. It is revealed that the withdrawal period of 2 days in chicken established for forced oral administration of the ABPC product is also assigned to that for the medicated feed administration. 3 .56
Mean ± SD 6.30 ± 1. 
